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Commissioner for Patents Mail Stop: Appeal Briefs Patents 
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Alexandria, VA 22313-1450 

Dear Sir: 

This is Appellants' Brief on Appeal in response to the Advisory Action mailed in the 
above-referenced case. The due date for filing this Appeal Brief was 24 September 2004, and a 
Petition for a Two-Month Extension of Time and the appropriate fee have been concurrently 
filed herewith in order to extend the due date to 25 October 2004. 

1. Real Party IN Interest 

The present application is assigned to: 

U.S. Army Medical Research and Materiel Command 

2. Related Appeals and Interferences 
To the best of the undersigned's knowledge, no other appeals or interferences will 

directly affect, will be directly affected by, or will have a bearing on the Board's Decision in this 
appeal. 

3. Status OF Claims 
A statement of the status of all the claims, pending or cancelled, and identifying the 

claims appealed. 

Claims 1-3, 5-10, 13-21, and 26-28 have been canceled. 
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Commissioner for Patents 
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Alexandria, VA 223 13-1450 



TRANSMITTAL OF APPELLANTS' APPEAL BRIEF 

Mail Stop: Appeal Briefs Patents 



Dear Sir: 

Further to the Notice of Appeal filed 24 June 2004, enclosed please find Appellants' 
Brief on Appeal. Please charge Deposit Account No. 210-380, Attorney Docket No. 
034047.013 (WRAIR 98-40/46) in the amount of $340.00 for filing this brief in support of an 
appeal under 37 CFR 41.20(b)(2). A duplicate sheet is attached. 

Also submitted herewith is a Petition for a Two-Month Extension of Time and the 
requisite fee. 

It is not believed that extensions of time are required, beyond those that may otherwise be 
provided for in accompanying documents. However, in the event that additional extensions of 
time are necessary to prevent abandonment of this application, then such extensions of time are 
hereby petitioned under 37 C.F.R. §1.1 36(a), and any fees required therefor are hereby 
authorized to be charged to Deposit Account No. 210-380, Attorney Docket No. 034047.013 
(WRAIR 98-40/46). 

3mitted^ 

y 

iah*K^. Sundby 
^istration No. 43,172 

Date: 25 October 2004 
SMITH, GAMBRELL & RUSSELL, LLP 
1850 M Street, N.W., Suite 800 
Washington, D.C. 20036 
Telephone: (202) 263-4332 

Certificate Mailing or Transmission under 37 C.F.R. 1.8(a) 

I hereby certify that this correspondence is being: 

^ deposited with the United States Postal Service on the date shown below with sufficient postage as 
first class mail in an envelope addressed to: Commissioner for Patents, Mail Stop: Appeal Briefs 
Patents, P.O. Box 1450, Alexandria. VA 22313-1450. 
□ transmitted by facsimile on the date shown below to the United States Patent and Trademark Office 

at (703) 872-9306. 
On 25 October 2004, by Suzannah 





Signed: 
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Claims 4, 1 1-12, 22-25, and 29-31 remain pending in the application, and are appealed. 
These claims are found in the Claims Appendix. 

4. Status OF Amendments 

The amendment to the claims filed 25 November 2003 was entered. There are no 
outstanding unentered claim amendments. In the Advisory Action mailed 5 August 2004, the 
Examiner indicated that the affidavit of Dr. Jonathan B. Berman was not timely filed, but was 
considered in order to expedite prosecution. 

5. Summary of Claimed Subject Matter 

Claim 4 relates to a microfluidized lysate preparation that is fi-ee of dextran and is made 
by microfluidizing a slurry of at least one Leishmania parasite strain through a chamber and 
disrupting the leishmania parasite strain with a sudden release of pressure. See pages 16-17, 
paragraphs 62-63; page 7, paragraphs 29-30; and the claims as originally filed. 

Claim 22 fiirther limits the invention of claim 4 such that the preparation fiarther 
comprises a pharmaceutically acceptable stabilizer and claim 23 indicates that the stabilizer is 
phenol. See page 5, paragraph 19; page 9, paragraph 36; page 12, paragraph 44; page 16, 
paragraph 60; page 17, paragraph 63, page 19, paragraph 71; and the claims as originally filed. 

6. Grounds of Rejection to be Reviewed on Appeal 

A. Whether the Examiner committed reversible error in rejecting claims 4, 1 1, 12, 22-25, and 
29-31 under 35 U.S.C. 102(b) as the Examiner deemed the claims were anticipated by 
Leishmania Research project DoD-8b (DoD-8b) or Stiteler et al. Production of Leishmania Skin 
Antigen Test GMP Protocol requirements 1 and 2, 1994 and 1995 (Stiteler I and Stiteler II, 
respectively). 
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7, Argument 

A. The Examiner committed reversible error in rejecting claims 4, 11, 12, 22-25, and 
29-31 under 35 U.S.C 102(b) as being anticipated by DoD-Sb or Stiteler I and Stiteler 
IL 

The Cited Prior Art 

For convenience, the following provides the substantive parts of the disclosures of the 
cited prior art which may be found as published in the Evidence Appendix attached hereto. 

1 . The Disclosure of DoD-8b 

Synopsis: This study continues development of a skin test for leishmaniasis (like the skin 
test for tuberculosis) that would help diagnose this parasitic infection in Gulf War 
veterans and others who may have been exposed. 

Overall Project Objective: Develop an intradermal skin test for the screening of U.S. 
Service members who may have been exposed to leishmaniasis endemic areas. 
Status/Results to Date: As reported last year, the lyophilized LSTA was reformulated into 
a liquid product to avoid a suspected hypersensitivity to a component of the 
lyophilization buffer. A new IND for this reformulated Microfluidized-lysate (MFL)- 
LSTA was submitted to the FDA in 1999. A Phase I clinical trial was conducted in 15 
healthy volunteers which demonstrated safety of the product by showing no significant 
local or systemic reactions to the product. Additionally, the product was administered in 
increasing dose and demonstrated that the skin test antigen had no significant local or 
systemic side effects when used at the planned maximal does. A RFP was released to 
identify a commercial manufacturer for the future licensure of the LSTA product. A 
contract was awarded and phase I/II dose ranging and potency trials are underway. 
Specific Aims: The goal is to identify a safe, potent, and non-sensitizing Leishmania Skin 
Test Antigen (LSTA); manufacture it under cGMP; obtain an IND for its use in phase I, 
II, and III clinical trials; and obtain ultimately a commercially available, FDA-licensed 
product. 

Methodology: Skin tests are widely accepted diagnostic interventions for diagnosis of 
prior infection with an infectious agent (e.g., tuberculosis). Currently there is no 
Leishmania skin test licensed for use in the USA. Once required phase I and phase II 
studies are completed in humans, studies could be performed in Gulf War veterans with 
confirmed and suspected leishmaniasis. 

n. Stiteler 1994 

Viscerotropic Leishmaniasis caused by Leishmania tropica was described as a new 
clinical presentation of Leishmaniasis in U.S. troops returning from Operation Desert 
Storm (ODS). The prevalence of Leishmania infection in ODS veterans is unknown. To 
determine the scope of infection in ODS veterans, a sensitive screening test is needed. 
One approach is to develop a Leishmania Skin Test (LST), which will meet FDA 
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requirements for safety and efficacy. The first step in the development of a safe LST is 
the production of LST antigen (LSTA) under the strict conditions of the FDA's Good 
Manufacturing Practices (GMP). Compliance with GMP in production of the LSTA 
should allow for the approval of Human Use studies with the LSTA by the FDA 
following their review of an Investigational New Drug (IND) Application. Strain 
WR#10635 which was isolated fi'om a bone marrow aspirate biopsy of a case of 
viscerotropic Leishmaniasis was chosen as the type strain of L tropica and source of the 
LSTA. WR#1063 was cloned, characterized as L tropica by isoenzyme analysis, and 
then expanded and cryo-preserved as a Master Seed Lot (MSL). One sample of the MSL 
was expanded under conditions of GMP in WRAIR' s Pilot Bioproduction Facility to 
produce a Production Seed Lot (PSL). Individual samples of the PSL were expanded 
under GMP to produce Bulk Lot Productions (BLP) of whole promastigotes for use in 
development of LST protocols for both animal as well as Human Use studies. 

III. STITELER1995 

Viscerotropic Leishmaniasis (VTL) resulting from infection by Leishmania tropica was 
described as a new clinical presentation of Leishmaniasis following isolations and 
characterization of the parasite from U.S. troops returning from Operation Desert Storm 
(ODS). The prevalence of VTL in ODS veterans is unknown. The USA/DoD decided to 
pursue the development of LSTA for use as such a diagnostic screening method to 
determine exposure of personnel to L tropica. A soluble, lyophilized, Microfluidized 
lystate (MFL) LSTA was developed and produced in accordance with FDA guidelines for 
current GMP within WRAIR's Pilot Bioproduction Facility. Strain WR#1063, which was 
isolated from a bone marrow aspirate biopsy of a case of VTL was chosen as the type 
strain and source of the MSL was then expanded (PSL),. Individual cryostocks of the 
PSL of WR#1063 promastigotes were grown, harvested, washed, and stored (BLP),. 
Various BLP processing experiments and animal testing of these LSRA preparations led 
to the current MFL-LSTA protocol. In brief, the BLP was thawed, microfluidized, 
centrifuged, the supernatant sterile filtered, the filtrate adjusted to dose, lyophilized as 
MFL-LSTA. Following required testing of the MFL-LSTA, an INDA was prepared for 
review by FDA. FDA's approval of human use will lead to Phase I/Phase II trials of the 
LSTA. 

Al . Errors in the rejection 

On page 2 in the Advisory Action mailed 5 August 2004, the Examiner simply, but 
erroneously, stated, "The prior art teaches the claimed product". 

In order to anticipate, a reference must be enabling 

The Examiner has repeatedly ignored and has failed to address Appellants' assertion that 
the cited prior art are nonenabling references and therefore can not be used to anticipate the 
claimed invention. Specifically, Appellants have repeatedly asserted that DoD-8b, Stiteler I, and 
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Stiteler II do not teach that the preparations MUST be free of dextran in each and every instance. 

Appellants also submitted the Affidavit of Dr. Berman who declares that DoD-8b, Stiteler I, and 

Stiteler II do not teach that the preparations MUST be free of dextran. 

In the Advisory Action, the Examiner indicated that he considered the Affidavit of Dr. 

Berman. The Examiner stated that he: 

agrees with Dr. Berman in regard to the finding that Leishmania Research project 
D0D-8B does not recite that the Microfluidized -lysate preparation is free of 
dextran. But the prior art does not recite that the Microfluidized -lysate would 
contain dextran either. 

The Examiner clearly disregards the declaration of one skilled in the art. Dr. Berman, that 
the cited prior art references do not contain enabling disclosures for microfluidized lysate 
preparations that are free of dextran. In the Berman Declaration, Dr. Berman declares that the 
cited prior art does not provide an enabling disclosure of the present invention as claimed. 
Specifically, Dr. Berman declares that he has read the cited prior art and does not understand the 
cited prior art as disclosing the preparations hQingfree of dextran and containing phenol. Dr. 
Berman also declares that it would not be obvious to him to remove dextran from the 
formulations in order to prevent hypersensitivity. In order to anticipate, a reference must be 
enabling. Since the cited prior art do not provide an enabling disclosure of the present invention 
as claimed, the cited prior art do not anticipate the present invention. Clearly, the cited 
references do not contain enabling disclosures that teach microfluidized lysate preparations that 
are ALWAYS free of dextran. 

The Examiner ignores the Berman Declaration providing that the cited references are 
nonenabling disclosures and asserts that Appellants must provide evidence that the 
microfluidized lysate preparations of the prior art references actually contain dextran. 
Appellants are unaware of a law or case setting forth such a requirement. 

Nevertheless, Appellants have previously submitted that the first generation and second 
generation preparations are significantly different, i.e. the first generation contains dextran and 
the second generation (as presently claimed) does not contain dextran - which Appellants should 
know because the cited references are Appellants' own art. Ironically, the differences provided 
by the Appellants appear to be ignored by the Examiner. 
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To anticipate, a reference must teach each and every limitation 

Appellants respectfully submit that the negative limitation "free of dextran" should be 
given the same consideration as a positive limitation. For a claim to a composition comprising 
ingredient A, ingredient B, and ingredient C, a prior art reference would anticipate the claim if 
the prior art reference disclosed a composition comprising ingredient A, ingredient B, and 
ingredient C. For a claim to a composition comprising ingredient A and ingredient B, but not 
ingredient C, the reference must teach a composition comprising ingredient A and ingredient B 
AND the ABSENCE of ingredient C in order to anticipate. 

The cited references do not teach the limitation "free of dextran". Additionally, the cited 
references do not teach the presence of "phenol". Clearly, the cited references do not teach each 
and every limitation of the claimed invention. 

A lyophilization buffer component suspected of causing hypersensitivity does not equal 
dextran 

and 

A liquid product does not equal phenol 

In the Office action mailed 24 February 2004, the Examiner cites DoD-8b for holding 

that: 

In 1999 the second generation of the lysate was reformulated into a liquid product (i.e. 
phenol) to avoid a suspected hypersensitivity to a component of the lyophilization buffer 
(i.e. dextran). See page 4 (emphasis added). 

Appellants have read and re-read DoD-8b countless times and nowhere can Appellants 
find support for the Examiner's "i.e." assertions. Numerous pharmaceutical products contain 
dextran. Many such pharmaceutical products containing dextran do not cause hypersensitivity 
reactions. Thus, one can not extrapolate from the cited prior art that the preparations must be 
free of dextran. Further, there are many solutions, solvents, buffers, and pharmaceutical carriers 
that are used to make liquid formulations. Phenol is just one of many. One can not simply assert 
that since a formulation is liquid, phenol must be an ingredient. This would be equivalent to 
asserting that all liquids contain phenol and therefore water contains phenol as water is a Uquid. 
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Thus, it appears that the Examiner improperly used the Appellants' teachings in the 
specification to support the erroneous assertions and illogical reasoning that (1) the presence of 
phenol in a composition makes the composition a liquid product and (2) dextran is indeed the 
component that causes hypersensitivity. If the Examiner did not use the Appellants' own 
teachings in the specification, then the Examiner apparently made unsupportable conclusions that 
have no scientific foundation as the Examiner fails to provide any logical reasoning as to why a 
liquid product must always indicate the presence of phenol and components that cause 
hypersensitivity are always dextran. 

The Examiner appears to have completely ignored Dr. Berman's declaration that: 

Simply reformulating a preparation in order to prevent hypersensitivity does not indicate 
that the preparation is free of dextran as there are many pharmaceutical preparations that 
contain dextran but do not cause hypersensitivity. 

and 

The indication that a preparation is a liquid product does not indicate that the preparation 
contains phenol as there are numerous solutions, solvents, buffers, and pharmaceutical 
carriers that are used for liquid formulations. 

It is completely wrong and improper to consider limitations NOT in the claims 
The Examiner stated: 

Limitations such as use of the product in kits or pharmaceutical composition will be 
inherent in the teachings of Leishmania Research project D0D-8B. 

There are no "use of limitations in the claims. Instead, Appellants have repeatedly tried 
to explain that the limitations IN the claims to be considered and given patentable weight are 
"free of dextran" and "phenol". Appellants believe that the Examiner is confused by the 
explanation why the absence of dextran is significant and that such absence (and its significance) 
can not be elucidated from the cited prior art. 

Nowhere do the cited prior art teach or suggest microfluidized lysate preparations that are 
ALWAYS free of dextran. The absence of dextran is important as a subject who had never been 
previously exposed to a Leishmania parasite, may exhibit a type I hypersensitivity reaction 
which may be incorrectly interpreted as a positive reaction indicating exposure to a Leishmania 
parasite. Nowhere do the cited prior art teach or suggest a microfluidized lysate preparation that 
is suitable for reliable assays, i.e. little to no false positives. Nowhere in the cited prior art is a 
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microfluidized Leishmania lysate preparation free of dextran disclosed or suggested. Nowhere 

in the cited prior art is a microfluidized Leishmania lysate preparation free of dextran and 

containing phenol disclosed or suggested. 

A2. Specific limitations not described in the cited prior art 

Claim 4 

Claim 4 reads as follows: 

A microfluidized lysate preparation free of dextran made by microfluidizing a slurry of at 
least one Leishmania parasite strain through a chamber and disrupting the leishmania 
parasite strain with a sudden release of pressure.. 

The broadest claim, claim 4, is limited to microfluidized lysate preparations that are free 
of dextran. Nowhere do the cited prior art teach or suggest microfluidized lysate preparations 
that are free of dextran, A key word search and contextual interpretation of the words and 
phrases of the cited prior art do not expressly, explicitly, implicitly, or inherently teach or 
suggest that dextran is necessarily always present in the preparations. Likewise, the cited prior 
art do not explicitly or implicifly teach or suggest that dextran is necessarily always absent from 
the preparations. 

Nowhere in the cited prior art references is a microfluidized lysate preparation free of 
dextran made by microfluidizing a slurry of at least one Leishmania parasite strain through a 
chamber and disrupting the leishmania parasite strain with a sudden release of pressure taught or 
suggested. Nowhere do the cited prior art references teach or suggest limitation - free of 
dextran. Nowhere do the cited prior art references teach or suggest microfluidizing a slurry of at 
least one Leishmania parasite strain by disrupting the leishmania parasite strain with a sudden 
release or pressure. Therefore, claim 4 and its dependent claims are novel over the prior art and 
the rejection under 35 U.S.C. 102(b) should properly be reversed. 

Claim 23 

Claim 23 is directed to the microfluidized lysate preparation of claim 4 and containing 

phenol. 

Nowhere do the cited prior art teach or suggest microfluidized lysate preparations that are 
free of dextran and contain phenol. A key word search and contextual interpretation of the 
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words and phrases of the cited prior art do not expressly, explicitly, implicitly, or inherently 

teach or suggest that the preparations contain phenol and are dextran free. Therefore, claim 23 

and its dependent claims are novel over the prior art and the rejection under 35 U.S.C. 102(b) 

should properly be reversed. 

In summary, 

1 . In order to anticipate, a reference must be enabling. 

2. To anticipate, a reference must teach each and every limitation. 

3. A lyophilization buffer component suspected of causing hypersensitivity does not 
equal dextran. 

4. A liquid product does not equal phenol. 

5. It is completely wrong and improper to consider limitations NOT in the claims. 
The cited prior art does not teach or suggest: 

1 . Microfluidized lysate preparations that are necessarily or always "free of dextran". 

2. Microfluidized lysate preparations that "contain phenol". 

Therefore, the prior art does not anticipate the claimed invention and the rejection under 
35 U.S.C. 102(b) should properly be reversed. 

For the reasons set forth above, Appellants respectfully submit that the rejections under 
35 U.S.C. 102(b) of record are improper, and that these rejections of the claims are therefore 
overcome. Appellants therefore respectfully requests that these rejections of the Examiner be 
reversed. 

It is not believed that extensions of time are required, beyond those that may otherwise be 
provided for in accompanying documents. However, in the event that additional extensions of 
time are necessary to prevent abandonment of this application, then such extensions of time are 
hereby petitioned under 37 C.F.R. §1,1 36(a), and any fees required therefor are hereby 
authorized to be charged to Deposit Account No. 210-380, Attomey Docket No. 034047.013 
(WRAIR 98-40/46). 
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If any fees are due in connection with this Appeal Brief, please charge the fees to Deposit 
Account No. 210-380, Attorney Docket No. 034047.013 (WRAIR 98-40/46). 



Date: 25 October 2004 

SMITH, GAMBRELL & RUSSELL, LLP 

1850 M Street, N.W., Suite 800 

Washington, D.C. 20036 

Telephone: (202) 263-4332 



Certificate IMaiilng or Transmission under 37 C.F.R. 1.8(a) 



I hereby certify that this correspondence is being: 
13 deposited with the United States Postal Service on the date shown below with sufficient postage as 
first class mail in an envelope addressed to: Commissioner for Patents, Mail Stop: Appeal Briefs 
Patents, P.O. Box 1450, Alexandria, VA 22313-1450. 
□ transmitted by facsimile on the date shown below to the United States Patent and Trademark Office 

at (703) 872-9306. . 
On 25 October 2004, by Suz^nnah K. Sundby-^ 




Signed: 
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8. Claims Appendix 

4. A microfluidized lysate preparation free of dextran made by microfluidizing a slurry of at least 
one Leishmania parasite strain through a chamber and disrupting the leishmania parasite strain 
with a sudden release of pressure. 

11. A kit comprising the microfluidized lysate preparation of claim 4 and directions for 
determining whether a subject has been exposed to a Leishmania parasite or was afflicted with 
Leishmaniasis. 

12. The kit of claim 11, wherein the Leishmania parasite strain is L, tropica, L mexicana, L. 
guyanensis, L braziliensis, L major, L donovani, L chagasi, L amazonensis, L. peruviana, L 
panamensis, L. pifanoi, L. infantum, or L. aethiopica. 

22. The microfluidized lysate preparation of claim 4, and further comprising a pharmaceutically 
acceptable stabilizer. 

23. The microfluidized lysate preparation of claim 22, wherein the pharmaceutically acceptable 
stabilizer is phenol. 

24. The microfluidized lysate preparation of claim 22, wherein the composition is in the form of 
a liquid. 

25. The microfluidized lysate preparation of claim 22, wherein the composition may be frozen or 
freeze-dried. 

29. The microfluidized lysate preparation of claim 4, wherein the microfluidized lysate 
preparation is heat treated. 

30. The microfluidized lysate preparation of claim 4, wherein the Leishmania parasite strain is L 
tropica, L. mexicana, L. guyanensis, L. braziliensis, L. major, L. donovani, L. chagasi, L. 
amazonensis, L peruviana, L, panamensis, L, pifanoi, L. infantum, or I. aethiopica. 

31. An immunogenic composition comprising the microfluidized lysate preparation of claim 4. 
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9. Evidence Appendix 
9A. Berman Declaration 
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10. Related Proceedings Appendix 

NA 
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For: MiCROFLUiDiZED Leishmania Lysate and 
Methods of Making and Using Thereof 

DECLARATION OF JONATHAN J. BERMAN 

I, Jonathan J. Berman, reside at 6205 Pomdexter Lane, Rockville, MD 20852, 
declare the following: 

1 . I have a Ph.D in physics and an M.D. My curriculum vitae is attached. 

2. I am the Director, Office of Clinical and Regulatory Affairs, National Center For 
Complementary and Altemative Medicine of the National Institutes of Health. 

3. I have extensive experience in clinical evaluation and drug development with a 
specialized focus on Leishmaniasis and malaria. 

4. I have reviewed and understand the Office action mailed 24 February 2004 in the 
above-referenced application. 

5. I have reviewed and understand the pending claims in the above-referenced 
application. 

6. I have reviewed and understand the prior art cited in the Office action, which the 
cited prior art is: 

a. Leishmania Research project D0D-8B, entitled "Infections Leishmaniasis Project 
Summary". Copy attached. 

b. Stitler et al. (1994) "Good Manufacturing Practices (GMP) Production of 
Leishmania Skin Test Antigen: 1. Protocol Requirements for Investigative New 
Drug (IND) Application" 44rd Annual Meeting of the American Society of 
Tropical Medicine and Hygiene. Abstract 179. Copy attached. 

c. Stitler et al. (1 994) "Good Manufacturing Practices (GMP) Production of 
Leishmania Skin Test Antigen: 2. Production of a Microfluidized Lysate (MFL) 
LSTA" 44rd Annual Meeting of the American Society of Tropical Medicine and 
Hygiene. Abstract 179. Copy attached. 

7. Leishmania Research project D0D-8B does not disclose that: 

a. The preparations are free of dextran. 

b. The preparations were microfluidized by a sudden release of pressure. 

c. The preparations contain phenol. 
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Stitler et al. (1994) does not disclose that: 



10. 
11. 
12. 
13. 

14. 
15. 



The preparations are free of dextran. 

The preparations were microfluidized by a sudden release of pressure. 
The preparations contain phenol. 

Stitler et al. (199s) does not disclose that: 

The preparations are free of dextran. 

The preparations were microfluidized by a sudden release of pressure. 
The preparations contain phenol. 

Simply reformulating a preparation in order to prevent hypersensitivity does not 
indicate that the preparation is free of dextran as there are many pharmaceutical 
preparations that contain dextran but do not cause hypersensitivity. 

The indication that a preparation is a liquid product does not indicate that the 
preparation contains phenol as there are numerous solutions, solvents, buffers, 
and pharmaceutical carriers that are used for liquid formulations. 

There are other ways to microfluidize a preparation which include freeze thawing 
and sonication. Thus, simply indicating that a preparation is microfluidized does 
not indicate the specific method by which the preparation was microfluidized. 

In my opinion, the cited prior art references do not enable one skilled in the art to 
make and use the microfluidized leishmania lysate preparations of the above- 
referenced application. Specifically, the cited prior art does not teach 
microfluidized leishmania lysate preparations free of dextran and microfluidized 
by a sudden release of pressure. Further, the cited prior art does not teach the use 
of phenol in the preparations. 

Further, in my opinion, it would not be obvious to one skilled in the art, such as 
myself, to remove dextran from the formulations in order to prevent 
hypersensitivity since there are many pharmaceutical preparations that contain 
dextran but do not cause hypersensitivity. 

I declare that all statements made herein of my own knowledge are believed to be 
true, and fiirther that these statements were made with the knowledge that willfiil 
false statements and the like so made are punishable by fine or imprisonment, or 
both, under §1001 of Title 18 of the United States Code, and that such willfiil 
false statements may jeopardize the validity of the application, any patent issuing 
thereon, or any patent to which this verified statement is directed. 




17 June 2004 



Ret. Col. Jonathan Herman, MD, Ph,D. 



Date 



2 



CURRICULUM VITAE--JONATHAN D HERMAN 



1. VITAL INFORMATION 
EDUCATION: 

Jun 1 967 B.A., cum laude, High Honors (Chem), Phi Beta Kappa: Williams College 
Jan 1972 Ph.D., Biophysics: Harvard University. 
Jun 1974 M.D.: Einstein School of Medicine. 



2. BOARD CERTIFICATION/TRAINING 

Diplomate, American Board of Pediatrics, February 1 983 . 

3. BRIEF CHRONOLOGY OF EMPLOYMENT 

1974-1976 Intern and Resident, Pediatrics, Mount Sinai Med Center, N Y. 

1 976- 1 977 Infectious Disease Fellow, Cornell Medical Center, New York. 

1 977- 1 980 Clinical Associate, Laboratory of Clinical Investigation, 

Laboratory of Parasitic Disease, NIAID, NIH, Bethesda, MD. 
1 980- 1 984 Parasitologist, Division of Experimental Therapeutics (DIV 

ET), Walter Reed Army Institute of Research (WRAIR) DC. 
1984-1988 Clinical Director, Antileishmanial Drug Program, DIV ET 
1 984-1 988 Chief, Biology Department, DIV ET 

1 988- 1 989 Assistant Durector, Plans and Overseas Operations, WRAIR. 

1989- 1992 Associate Director, Plans, WRAIR. 

1990- 1994 Head, AIDS Opportunistic Infections, WRAIR. 
1 992-2002 Executive Officer, DIV ET 

1992-2002 Chief, Biology Department, DIV ET 

1 999-2002 Research Coordinator: Malaria Drug Discovery and Development 

200 1 -2002 Manager: Severe Malaria Drug Development 

July 02 -pres Dir, Office Clinical and Regulatory Affairs, NCCAM, NIH 

4. MILITARY SERVICE 

1 977- 1 980 Public Health Service, Bethesda, MD. 

1 980-2002 U.S. Army Medical Corps- COL (June 1 989) 

Aug 2002 Retired after 30 years of total service 

5. COMMITTEES 

1986-1988 Steering Committee, Leishmaniasis Chemotherapy, TDR/WHO 

1 99 1 -1 994 Ex Officio Member, DAIDS, NIH, Opportunistic Infection Core Committee 

1 99 1 - 1 997 Clinical Subcommittee, Integrated Chemotherapy, TDR/WHO 

1 998- pres External Product Manager, Miltefosine PDT, TDR/WHO 

1 998- pres Chair, CME committee. Am Soc Trop Med Hyg 

2002-pres Chair, Paromomycin PDT, TDR/WHO. 
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6. RESEARCH INTERESTS 

Alternative Med: Clinical Evaluation 

Leishmaniasis: Biochem Pharmacology/Drug Development/Clinical Investigation 

Malaria: Drug Development / Clinical Investigation 



7. IND DIRECTOR (STUDIES SUBMITTED TO US FDA) 



DRUG 

Pentostam 

Pre/I/II/III/IV 

Ketoconazole 

Paromomycin 

WR6026 

Pentamidine 

Azithromycin 

WR6026 

Azithromycin 



INDICATION 



Leishmaniasis RX 



CO-DEVELOPMENT CLINICAL 



PARTNER 
Wellcome 



Leishmaniasis RX Janssen 

Leishmaniasis RX Teva 

Leishmaniasis RX SKB 

Leishmaniasis RX [none] 

Malaria prophylaxis Pfizer 

P.cariniiRXinHIV NIAID,NIH 

M. avium proph in HIV Pfizer 



PHASES 



II 

Pre/I/II 

II 

IV 

II/III 

I 

III 



8. MANAGEMENT EXPERIENCE 

Organizer/Director of large-scale, multicenter drug trials: 

USA: azithromycin for M. aviimi 

Overseas: antileishmaniai and antimalarial agents 

Contact with government/international agencies: FDA, NIH, DoD, WHO 

Supervisor of 17-person Department. 

Executive Officer for 100-person Division. 

Director, Office Clinical and Regulatory Affairs NCCAM, NIH 

9. PUBLICATIONS/PRIZES SUMMARIZED 

Journal articles: approximately 100 

Review articles: approximately 15 

1997 Louis Weinstein award:Best Infectious Disease article in "Clinical 
Infectious Diseases" [1997; 24: 686-703] 

Editorial Board: Antimicrobial Agents Chemotherapy (1998-2003) 

Phi Beta Kappa: Williams College (1967) 
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"A" Proficiency Designator, USA Medical Corps, Sep 1997 

NIH Grant recipient (# UC 1 A149500-01): Azithromcyin combinations for the 
treatment of P falciparum malaria (Co-PI) 



10. MAJOR PUBLICATIONS ( by number: R = review) 

1) Berman JD, Young DM. Purification and properties of acetylcholinesterase. 
Proceedings National Academy Science USA 1971; 68: 395-398. 

R4) Berman JD. Leishmaniasis Chemotherapy: biochemical mechanisms, clinical 
eflFicacy, and future strategies. Reviews Infectious Diseases 1988; 10: 560-586. 

66) Ray P, Berman JD, Middleton W, Brendle J. Botulinum toxin inhibits arachidonic 
acid release associated with acetylcholine release from PC 12 cells. J Biological 
Chemistry 1993; 268:11057-11064. 

86) Velez I, Agudelo S, Hendrickx E, Puerta J, Grogl M, Modabber F, Berman J. 
InefFicacy of AUopurinol for Colombian cutaneous leishmaniasis: a randomized, 
controlled trial.Annals Internal Medicine 1997; 126: 232-236. 

R15) Berman J. Human leishmaniasis: Clinical, diagnostic, and chemotherapeutic 
developments in the last 10 years. Clinical Infectious Diseases 1997; 24: 686-703. 

91) Oldfield E, Fessel WJ, Dunne M, Dickenson G, Wallace MR, Byme W, Chung R, 
Wagner KF, Paparello SF, Craig DB, Melcher G, Zajdowicz M, Willians RF, Williams 
RF, Kelly W, Zelashi M, Heifets LB, Berman JD, Once weekly azithromycin for the 
prevention of M avium complex (MAC) infection in AIDS patients: a randomized, 
double-blind, placebo controlled multicenter trial. Clinical Infectious Diseases 1998; 26: 
611-619, 

93) Soto J, Toledo J, Rodriquez M, Sanchez R , Herrera R, Padilla J , Berman J. Double- 
blind, randomized, placebo-controlled assessment of primaquine prophylaxis against 
malaria in non-immime Colombian soldiers. Annals Internal Medicine 1998; 129: 241- 
244. 

R17) Berman J. Editorial-The FDA approval of AmBisome for the treatment of visceral 
leishmaniasis. Clinical Infectious Diseases 1999; 28: 49-51. 

99) Jha TK, Sundar S, Thakur CP, Bachmann P, Karbwang J, Fischer C, Voss A, 
Berman J. Miltefosine, an oral agent, for the treatment of Indian visceral leishmaniasis. 
New England J Medicine 1999; 341: 1795-1800. 
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107) Sundar S, Jha TK, Thakur CP, Engel J, Sindermann H, Fischer C, Junge K, 
Bryceson A, Berman JD, Oral miltefosfine for Indian visceral leishmaniasis. New 
England J Medicine 2002; 347:1739-1746. 

R 20) Berman J, Straus S. Research Agenda for Complementary and Alternative 
Medicines. Ann Rev Med. 2004;55:239-254. 

R 21) Berman J, Straus S. Complementary and Alternative Medicines for Infectious 
Diseases. In "Principles and Practices of Infectious Diseases" (Mandell GM, Ed). 6^ 
Edition. 2004 (in press) 

1 1 . PUBLICATIONS: ALL (major publications denoted by BERMAN) 

1) BERMAN JD, Young DM. Purification and properties of acetylcholinesterase. Proc 
Nat Acad Sci 68: 395-398 (1971). 

2) Berman JD. Structural properties of acetylcholinesterase from eel electric tissue and 
bovine erythrocyte membranes. Biochemistry 12:1710-1715 (1973). 

3) Berman JD. How dangerous is penicillin - resistant gonorrhea? Hosp. Physician 13:20 
(1977). 

4) Berman JD, Johnson WD. Monocyte function in human neonates. Infection and 
Immunity 19:898-902 (1978). 

5) Berman JD, Dwyer DW, Wyler DJ. Multiplication of Leishmania in human 
macrophages in vitro. Infection and Immunity 26: 375-379 (1979). 

6) BERMAN JD, Wyler DJ. An in vitro model for investigation of chemotherapeutic in 
Leishmaniasis. J Infect Dis 142: 83-86 (1980). 

7) Berman JD, Neva FA. Effect of temperature on multiplication of Leishmania 
amastigotes within human monocyte derived macrophages in vitro. Amer J Trop Med 
Hyg 30: 318-321 (1981). 

8) Berman JD, Dwyer DM. Expressionof Leishmania antigen on the surface membrane 
of infected human macrophages in vitro. Clin Exp Immuno 44: 342-348 (1981). 

9) Berman JD. Activity of imidazoles against Leishmania tropica in himian macrophage 
cultures. Am J Trop Med Hyg 30: 566-569 (1981). 

10) Berman JD, Beaver PC, Cheever AW, Quindlen EA. Cysticercus of 60-multiliter 
volume in human brain. Am J Trop Med Hyg 30: 616-619 (1981). 
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1 1) Berman JD, Fioretti TB, Dwyer DM. In vivo and in vitro localization of Leishmania 
within macrophage phagolysosomes: use of colloidal gold as a lysosomal label. J 
Protozool 28: 239-242 (1981). 

12) Berman JD. In vitro susceptibility of antimony-resistant Leishmania to alternative 
drugs. J Infect Dis 145: 279 (1982), 

13) Berman JD, Webster HK. In vitro effects of mycophenolic acid and allopurinol 
against Leishmania tropica in human macrophages. Antimicrobial Agents Chemotherapy 
21:887-891 (1982). 

14) Berman JD, Chulay JD, Hendricks LD, Oster CN. Susceptibility of clinically 
sensitive and resistant Leishmania to pentavalent antimony in vitro. Am J Trop Med Hyg 
31:459-465 (1982). 

15) Berman JD, Lee LS. Antileishmanial activity of 8-aminoquinolines in vitro. Am. J. 
Trop. Med. Hyg. 32: 753-759 (1983). 

16) Berman, J.D., and Lee, L.S. Activity of Oral Agents against Leishmania tropica in 
vitro. Am J Trop Med Hyg 32: 947-951 (1983). 

17) Berman JD, Rainey P, Santi DV. Metabolism of formycin B by Leishmania 
amastigotes in vitro. Comparative Metabolism in infected and iminfected human 
macrophages. J Exp Med 158: 252-257 (1983). 

18) Langreth S, Berman JD, Reardon P, Lee LS. Fine structural alterations in 
Leishmania tropica exposed to antileishmanial agents in vitro. J Protozool 30: 555-561 
(1983). 

19) BennanJD,KeenanC, Lambs, Hanson WL, Waits VB. Leishmania donovani, oral 
efficacy and toxicity of formycin B in the infected hamster. Exp Parasitology 26: 215- 
221 (1983). 

20) Berman JD, Lee L, Robins RK, RevankarG. Antileishmanial activity of purine 
analogs against Leishmania tropica within human macrophages in vitro. Antimicrobial 
Agents Chemotherapy 24: 233-236 (1983). 

21) Berman JD, Lee LS. Activity of antileishmanial agents against amastigotes in 
human monocyte-derived macrophages and in mouse peritoneal macrophages. J 
Parasitol 70: 220-225 (1984). 

22) Berman JD, Oka M, Aikawa M. Fine structural alterations in Trypanosoma 
rhodesiense grown in vitro, treated with WR 163577. J Protozool 31 : 184-186 (1984). 
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23) Berman JD. Leishmania tropica: quantitation of in vitro activity of antileishmanial 
agents by Giemsa staining, viability, and 3H-formycin B incorporation. J Parasitol 70: 
561-562(1984). 

24) Berman JD, Aikawa M. Activity of immunoglobulin G-coated red cell ghosts 
containing pentamidine against macrophage-contained Leishmania in vitro. Am J Trop 
Med Hyg33: 1112-1118(1984). 

25) Berman JD, Holz GO, Beach OH. Effects of ketoconazole on growth and sterol 
biosynthesis of Leishmania mexicana promastigotes in culture. Mol Biochem 
Parasitology 12:1-15 (1984). 

26) Nolan LL, Berman JD, Giri L. The effect of formycin B on mRNA translation and 
uptake of purine precursors in Leishmania mexicana. Biochemistry International 9: 207- 
218(1984). 

27) Cosgriff TM, Boudreau EF, Pamplin CL, Berman JD, Shmuklarsky MJ, Canfield CJ. 
Evaluation of the 4-pyridine methanol WRl 80,409 in treatment of induced Plasmodium 
falciparum infections in healthy, non-immune subjects. Am J Trop Med Hyg 33: 767- 
771 (1984). 

28) Berman JD, Gallalee J. In vitro antileishmanial activity of IgG-coated red cells 
containing formycin A. J hfect Dis 151: 698-703 (1985), 

29) Berman JD, Waddell D, Hanson BD. Biochemical mechanisms of the 
antileishmanial activity of sodium stibogluconate. Antimicrobial Agents Chemotherapy 
27:916-920(1985). 

30) Berman JD, Gallalee JV. Semiautomated assessment of in vitro activity of potential 
antileishmanial drugs. Antimicrobial Agents Chemotherapy 28: 723-726 (1985). 

31) Oster CN, Chulay JD, Hendricks LD, Pamplin CL, Ballou WR, Berman JD, Takafuji 
ET, Tramont EC, Canfield CJ, American cutaneous leishmaniasis: a comparison of three 
sodium stibogluconate treatment schedules. Am J Trop Med Hyg 34: 856-860 (1985). 

32) Berman JD, Gallalee JV, Williams JS, Hockmeyer WD. Activity of pentamidine- 
containing human red cell ghost against visceral Leishmania in the hamster. Am J 
Trop Hyg 35: 297-302 (1986). 

33) Berman JD, Good LJ, Beach DH, Holz GG. Effects of ketoconazole on sterol 
biosynthesis by Leishmania mexicana mexicana amastigotes in murine tumor cells, Mol 
Biochem Parasitology 20: 85-92 (1986). 

34) Berman JD, Hanson WL, Chapman WL, Alving CR, Lopez-Berestein G. 
Antileishmanial activity of liposome-encapsulated amphotericin B in hamster and 
monkey. Antimicrobial Agents Chemotherapy 30: 847-851 (1986). 
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35) Shanks GD, Berman JD. Anerobic Pulmonary Abscesses. Hematogenous spread 
from head and neck infections. Clinical Pediatrics 25: 520-522 (1986). 

36) Berman JD, Gallalee JV, Best JM. Sodium stibogluconate (Pentostam) inhibition of 
glucose catabolism via the glycolytic pathway, and fatty acid beta-oxidation in 
Leishmania mexicana amastigotes. Biochemical Pharmacology 36: 197-201 (1987). 

37) Berman JD, Hanson WL, Lovelace JK, Waits VB, Jackson JE, Chapman WL, Klein 
RS. Activity of purine analogs against Leishmania donovani in vivo. Antimicrobial 
Agents Chemotherapy 31: 111-113 (1987). 

38) Berman JD, Gallalee JV, Hansen BD. Uptake of sodium stibogluconate and 
pentamidine by Leishmania mexicana by macrophages. Experunental Parasitology 64: 
127-131 (1987). 

39) Berman JD, Gallalee JV. In vitro antileishmanial activity of inhibitors of steroid 
biosynthesis and combinations of antileishmanial agents. J Parasitology 73: 671-673 
(1987). 

40) Berman JD, Gallalee JV, Best JM, Hill T. Leishmania mexicana amastigotes: 
uptake, distribution and oxidation of fatty acids. J. Parasitology 73: 555-560 (1987). 

41) Ballou WR, McClain JB, Gorden DM, Shanks GD, Andujar J,BERMAN JD, Chulay 
JD. Safety and efficacy of high-dose sodium stibogluconate therapy of American 
Cutaneous Leishmaniasis. Lancet 2: 13-16 (1987). 

42) Berman JD, Gallalee JV, Gallalee JM, Pharmacokinetics of pentavalent antimony in 
hamster. Am J Trop Med Hyg 39: 41-45 (1988). 

43) Berman JD. Inhibition of leishmanial protein kinase by antileishmania drugs. Am J 
Trop Med Hyg 38: 138-143 (1988). 

44) Berman JD. Antileishmanial activity of red-cell encapsulated drugs. Advances in the 
Biosciences 67: 145-153 (1987). 

45) Murray HW, Berman JD, Wright SD. Synergistic Immunochemotherapy for 
intracellular Leishmania donovani infection: interferon plus pentavalent antimony. J 
Infect Dis 157: 973-978 (1988). 

46) Berman JD, Grogl M. Leishmania mexicana: Chemistry and biochemistry of 
Sodium Stibogluconate (Pentostam). ExpParasitol 1988;67:96-103. 

47) Ray P, Middleton W, Berman JD. Mechanism of agonist induced down-regulation 
and subsequent recovery of muscarinic acetylcholine receptors in a clonal neuroblastoma- 
glioma hybrid cell line. J Neurochem 52: 402-409 (1989). 
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48) Berman JD, Edwards N, King M, GroglM. Biochemistry of Pentostam-resistant 
Leishmania. Am J Trop Med Hyg 40: 159-164 (1989). 

50) Ray P, Berman JD. Prevention of muscarinic acetylcholine receptor down- 
regulation by chloroquine: antilysosomal or antimuscarinic mechanisms. Neurochem Res 
14: 533-535 (1989). 

51) Berman J D, Melby PC, Neva FA. Concentration of Pentostam in human breast milk. 
Trans Roy Soc Trop Med Hyg 83: 744-745 (1989). 

52) Berman JD, King M, Edwards N. Antileishmanial activities of 2,4- 
diaminoquinazoline putative dihydrofolate reductase inhibitors. Antimicrobial Agents 
Chemotherapy 33: 1860-1863 (1989). 

53) Armijos RX, Chico ME, Cruz ME, Guderian R H, Kreutzer RE, Berman JD, Rogers 
MD, Grogl M. Human cutaneous leishmaniasis in Ecuador: identification of parasites by 
enzyme electrophoresis. Am J Trop Med Hyg 43: 424-428 (1990). 

54) Saenz R, Paz H, Berman JD. Efficacy of ketoconazole against Leishmania 
braziliensis panamensis cutaneous leishmaniasis. Amer J Med 89: 147-156 (1990). 

55) Franke ED, Wignall FS, Cruz ME, Rosales E, Tovar AA, Lucas CM, Llanos-Cuentas 
A, BERMAN JD. Efficacy and toxicity of sodium stibogluconate for mucosal 
leishmaniasis. Annals Int Med 113: 934-940 (1990). 

56) Bartlett MS, Queener SF, Tidwell, RR, Milhous WK, Berman JD, Ellis WY, Smith 
JW. 8-aminoquinolines from WRAIR for treatment and prophylaxis of Pneumocystis 
pneumonia in rat models. Antimicrobial Agents Chemotherapy 35: 277-282 (1991). 

57) Saenz RE, De Rodriquez CG, Johnson CM, Berman JD. Efficacy and toxicity of 
Pentostam against Panamanian mucosal leishmaniasis. Amer J Trop Med Hyg. 44: 
394-398(1991). 

58) Guderian RH, Chico ME, Rogers MD, Pattishall KM, Grogl M, Berman JD. Placebo 
controlled treatment of Ecuadorian cutaneous leishmaniasis. Amer J Trop Med Hyg 45: 
92-97(1991). 

59) Ray P, Monroe FL, Berman JD, Fiedler J. Cyanide sensitive and insensitive 
bioenergetics in a clonal neuroblastoma x glioma hybrid cell line. Neurochemical 
Research 16: 1121-1124(1991). 

60) Navin TR, Arana BA, Arana FE, Berman JD, Chajon JF. Placebo controlled clinical 
trial of sodium stibogluconate (Pentostam) versus ketoconazole for treating cutaneous 
leishmaniasis in Guatemala, J Infect Dis 165: 528-534 (1992) 
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61) Queener SF, Dean RA, Bartlett MS, Milhous WK, Berman JD, Ellis WY, Smith JW. 
Efficacy of intermittant dosage of 8-aminoquinolines for therapy or propylaxis of 
Pneumocystis pneumonia in rats. J Infect Dis 165: 764-768 (1992). 

62) Herwaldt BA, Neva FA, Berman JD. Allopurinol in the treatment of American 
cutaneous leishmaniasis [Letter]. New Eng J Med 327: 498 (1992). 

63) Herwaldt BA, Kaye ET, Lepore TJ, Berman JD, Baden HP. Sodium Stibogluconate 
(Pentostam) overdose during treatment of American cutaneous leishmaniasis. J Infect Dis 
165:968-971 (1992). 

64) Berman JD, Ksionski G, Chapman WL, Waits VB, Hanson WL. Activity of 
amphotericin B Cholesterol dispersion (Amphocil) in experimental visceral 
leishmaniasis. Antimicrob Agents Chemotherapy 36: 1978-1980 (1992). 

65) Soto- Mancipe J, Grogl M, Berman JD. Evaluation of pentamidine for the treatment 
of cutaneous leishmainasis in Colombia. Clin Infect Dis 16: 417-425 (1993). 

66) Ray P, Berman JD, Middleton W, Brendle J. Botulinum toxin inhibits arachidonic 
acid release associated with acetylcholine release from PC 12 cells. J Biol Chem 
268:11057-11064(1993). 

67) Grogl M, Daugirda JL, Hoover DL, Magill AJ, Berman JD. Survivability and 
infectibility of viscerotropic Leishmania tropica from Operation Desert Storm 
participants in human blood products maintained under blood bank conditions. Am J 
Trop Med Hyg 49: 308- 315 (1993) 

68) Dietze R, Milan EP, BERMAN JD, Grogl M, Falqueto A, Feitosa TF, Luz KG, 
Suassima FAB, Marinho LAC, Ksionski G. Treatment of Brazilian kala-azar with a short 
course of Amphocil (Amphotericin B Cholesterol Dispersion). Clin Infec Dis 17; 981-6 

(1993) . 

69) Ray P, Ray R, Broomfield CA, Berman JD. Inhibition of bioenergetics alters 
intracellular calcium, membrane composition, and fluidity in a neuronal cell line. 
Neurochem Res 19:57-63 (1994) 

70) Gasser RA, Magill AJ, Oster CN, Franke ED, Grogl M, Berman JD. Pancreatitis 
induced by pentavalent antimonial agents during treatment of leishmaniasis. Clin Infect 
Dis 18: 83-90(1994). 

71) Soto J, Buffet P, Grogl M, Berman J. Successful treatment of Colombian cutaneous 
leishmanaisis with four injections of pentamidine. Am J Trop Med Hyg 50: 107-1 1 1 

(1994) . 
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72) Arana BA, Navin TR, Arana FE, Berman JD, Rosenkaimer F. Efficacy of short- 
course (10 days), high-dose meglumine antimonate with or without interferon-gamma in 
treating cutaneous leishmaniasis in Guatemala. Clin Infect Dis 18:381-384 (1994). 

73) Franke ED, Llanos-Cuentas A, Echevarria J, Cruz M, Campos P, Tovar AA, Lucas 
CM, Berman JD. Efficacy of 28-Day and 40-Day Regimens of Sodium Stibogluconate 
(Pentostam) in the Treatment of Mucosal Leishmaniasis. Am J Trop Med Hyg 5 1 : 77-82 
(1994). 

74) Soto J, Grogl M, Berman J, OUiaro P. Modest efficacy of injectable aminosidine for 
single-agent therapy for Colombian cutaneous leishmaniasis. Trans Roy Soc Trop Med 
Hyg 88:695-698 (1994). 

75) Berman J, Brown L, Miller R, Andersen SL, McGreevy P, Schuster BG, Ellis W, 
Ager A, Rossan R. Antimalarial activity of WR 24325 1 , a dihydroacridinedione. 
Antimicrobial Agents Chemother 38: 1753-1756 (1994). 

76) Andersen SL, Ager AL, McGreevy P, Schuster BG, Ellis W, Berman J. Efficacy of 
azithromycin as a causal prophylactic agent versus murine malaria. Antimicrobial 
Agents Chemother 38: 1862-1863 (1994) 

77) Sherwood JA, Gachihi GS, Muigai RK, Skillman DR, Mugo M, Rashid JR, Wasunna 
KMA, Were JBO, Kasili SK, Mbugua JM, Kirigi G, Schaefer KU, Oster CN, 
Fleckenstein LL, Berman JD, Brewer TG, Roberts CR, Johnson AJ, Schuster BG. Trial 
of an oral 8-aminoquinoline (WR 6026) for treatment of visceral leishmaniasis (phase II). 
Clin Infect Dis 19: 1034-1038 (1994). 

78) Fong D, Chan MM, Rodriquez, R, Gately LJ, Berman JD, Grogl M. Paromomycin 
resistance in Leishmania tropica: Lack of correlation with mutation in the small subimit 
ribosomal RNA gene. Am J Trop Med Hyg 51 : 758-756 (1994). 

79) Andersen SL, Ager A, McGreevy P, Schuster BG, Ellis W, Rossan R, Berman J. 
Activity of azithromycin as a blood schizonticide against rodent and human malaria. Am 
J Trop Med Hyg 52: 159-161(1995). 

80) Soto J, Hernandez N, Mejia H, Grogl M, Berman J. Successful treatment of 
American cutaneous leishmaniasis with a combination of topical paromomycin/MBCl 
and injectable Glucantime. Clin Infect Dis 20: 47-51(1995), 

81) Nuzum E, White III F, Thakur C, Dietze R, Wages J, Grogl M, Berman J. Diagnosis 
of visceral leishmaniasis from patient blood using the polymerase chain reaction. J Infect 
Dis 171: 751-754 (1995). 

82) Roberts W, Berman J, Rainey P. Mechanism of action of Pentostam. Antimicrob 
Agents Chemotherapy 39:1234-1239 (1995) 
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83) Soto J, Medina F, Dember N, Berman J. Efficacy of permethrin-impregnated 
uniforms in the prevention of malaria and leishmaniasis in Colombian soldiers. Clin 
Infect Dis 21 : 599-602 (1995) 

84) Andersen SL, BERMAN J, Kuschner R, Wesche D, Magill A, Wellde B, Schneider 
I, Dunne M, Schuster B. Prophylaxis of human Plasmodium falciparum malaria with 
azithromycin administered to volunteers. Annals Internal Medicine 123:771-773 (1995) 

85) Wassef NM, Swartz GM, Berman JD, Wilhehnsen CL, Alving CR. Toxic effects of 
antileishmanial reverse phase evaporation liposomes containing cetyl phosphate in 
monkeys. Drug Delivery 2: 181-189 (1995) 

86) Velez I, Agudelo S, Hendrickx E, Puerta J, Grogl M, Modabber F, BERMAN J . 
Lack of efficacy of Allopurinol for Colombian cutaneous leishmaniasis: a randomized, 
controlled, double-blind clinical trial. Ann Int Med 126:232-236 (1997). 

87) Ray P, Millard CB, Petrali JP, Berman JD, Ray R. Acetylcholine exocytosis in PC12 
cells deficient in SNAP-25. NeuroReport 8: 2271-2274 (1997). 

88) Llanos-Cuentas EA, Echevarria J, Cruz M, La Rosa A, Campos P, Campos M, 
Franke E, Berman JD, Modabber F, Marr J. Efficay of Pentostam alone and in 
combination with allopurinol in the treatment of mucocutaneous leishmaniasis. Clin 
Infect Dis 25: 677-684 (1997). 

89) Soto J, Fuya P, Herrera R, Berman J. Topical paromomycin/MBCL plus parenteral 
meglumine in the treatment of American cutaneous leishmaniasis: a controlled study. 
Clin Infect Dis 26: 56-58 (1998) 

90) Andersen SL, Oloo AJ, Gordon DM, Ragama OB, Aleman GM, Berman JD, Tang 
DB, Dunne MW, Shanks GD. A double-blinded, placebo controlled trial of azithromycin 
compared to doxycycline for malaria prophylaxis in Western Kenya. Clinical Infectious 
Diseases 26: 146-150(1998). 

91) Oldfield E, Fessel WJ, Dunne M, Dickenson G, Wallace MR, Byme W, Chung R, 
Wagner KF, Paparello SF, Craig DB, Melcher G, Zajdowicz M, Willians RF, Williams 
RF, Kelly W, Zelashi M, Heifets LB, BERMAN JD. Once weekly azithromycin for the 
prevention of M avium complex (MAC) infection in AIDS patients: a randomized, 
double-blind, placebo controlled multicenter trial. Clinical Infectious Diseases 26:61 1- 
619(1998) 

92) Sundar S, Sinha PR, Agrawal NK, Srivastava R, Rainey PM, Berman JD, Murray 
HW, Singh VP. A cluster of cases of severe cardiotoxicity among kala-azar patients 
treated with a high-osmolarity lot of sodium antimony gluconate. Am J Trop Med Hyg 
59:139-143 (1998). 
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93) Soto J, Toledo J, Rodriquez M, Sanchez R , Herrera R, Padilla J , HERMAN J. 
Double-blind, randomized, placebo-controlled assessment of primaquine prophylaxis 
against malaria in non-immune Colombian soldiers. Annals Internal Medicine 129; 241- 
244 (1998). 

94) Martin S, Gambel J, Jackson J, Aronson N, Gupta R, Rowton E, Perich M, McEvoy 
P, Berman J, Magill A, Hoke C. Leishmaniasis in the United States military. Mil Med 
163:801-7(1998) 

95) Taylor WR, Ritchie R, ...Berman J. Malaria prophylaxis using azithromycin: a 
double blind placebo controlled trial in Irian Jaya, Indonesia. Clin Infect Dis 28: 74-81 
(1999). 

96) Grogl M, Ellis W, Schuster B, Berman J. Successful topical treatment of murine 
cutaneous leishmaniasis with a combination of paromomycin (aminoasidine) and 
gentamicin. J Parasitol 85: 354-359 (1999). 

97) Valli L, Passos V, Dietze R, Callahan H, Berman J, Grogl M. Humoral responses in 
mucosal and cutaneous leishmaniasis caused by leishmania braziliensis. J Parasitol 85: 
1076-1083 (1999). 

98) Soto J, Toledo J, Rodriquez M, Sanchez J, Herrera R, Padilla J, Berman J. Double- 
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Title: Dcvetopment oft Ldshmama Skin Test Antigen CLSTA) 
Synopsis: This study continues devdoptnent of a skin test for 
Idshmani asis O&e the skin test for tubefcolosis) that iwould help 
diaEnoso this parasitic infecdoo in Gulf War veterans and others 
v/bo ituy have been exposed. 

Overall Project Objective; Develop an btradennal stdn test for 
the seieening of US. Sovice monbm y»Aio may have been 
exposed to Leishmania parasites during deplqymcots to 
Icdshmaniasis endemic areas. 

Status/Results to Date: As r^orted last year, the lyophtlized 
LSTA was refammlated into a liquid product to avoid a 
suspected hypersensitivity to a camp(^i^ of the lycphilizatioii 
boShr. A new IND for this refommlated Kquid 
A;ii£^Q£Mdizcd4y5aie (MFL>^^ FDA in 

1 999 . A Phase I dinical triai was conducted in 1 5 healthy 
volunteers which demonstrated safety of the product by showmg 
no si^iiiicant local or systemic reactions to the product 
Additionally, the product was administered in increasing dose and 
demonstrated that the skin test antig^ had no significant 1^^ 
systemic side efGects when used at the planned maximal dose. A 
RPP was released to identify a commercial manufacturer for the 
future Ucen^ of the LSTA product A contract was awarded 
aod phase I/n dose ranging and potency trials are underway. 
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Research Type: 
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Focus Category: 
Status: 
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Walter Reed Amny Institute of Research 
D.Scott Doughty 
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Completion Date: 

Specific Aims: The goal is to identify a safe, potent, and 
non-sensitizing Leishmania Skin Test Antigen (LSTA); 
manufacture it under cGMP; obtain an IND for its use in phase I. 
D, and HI clinical trials; and obtain ultimately a coiomiercially 
availably FDA-licensed product 
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available, FDA-licensed product 

MeUiodology: Skin tests are widely accepted diagnostic 

mtCTventions for diagnosis of prior infection with an infectious 

agent (e.g.y tubercdosis). Currently there is no Ld^^ 

test licensed for use in the USA. Once required phase 1 and phase 

n studies are conq)Iet6d in hnmans^ studies could be pcrfbnried in 

Oulf War veterans with confumed and suspected lei^aniasis. 
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Oiina University of Medic:dSdcnces,aiengdu.PJR,ofChir»a;andGena^ 
Petroleum Bureau, Karamay,P.B- of China. ■■v 



fler sequencing the doned JcDNA fragmentsof the recombinant pUsrmd P'^J'^V^^^^^'J^'^f.?^;'. 
S^nihaTsoecies soedfidty. TTie minimal template kDNA detected is as tow as 1 and 2 .j^ 

^^'m^j^ss^rrco'Sn^^^ 

rp2JS?^;iSJ£a^^^^^^^ 

^Lce^moJo^inHDN^^^^^ 

of dot hybridation. Our results suggest that homotegous sequences e»st w.lhin kUN A ot t. tropica ana 

the species causing CL in Karamay, J ^ 

^/vM^xiAvnTCArTTTPiMr PRACTICES (CMP) PRODUCTION OF LE/SHMANM SJONTEST v; 

5SIr^K^^R^SS^^S^S^SS^WEs^GATI0NAL^rewDRUGa^^^^ 

Sales & Immunology, Walter Reed Army InsHtute of Research, Washmgton, DC 
ViscerotropicLeishmaniasiscaused,byLeis..^«.a.»^^^ 

Leishmaniasis in VS. troops returning from Operation Desert Storm^.'*^- ^ W^"^^ sensUivc-Pt 

u5STn(S>SveteransUunlq«wn''.Todeterminethesa,peofl^^^^^ 

sSSing test is n<^ed. One approach is to develop a I^shm«n« Slcm T^^ 

Stents for safety and efffcacy. The first step in «he devdopmenl =^5^^'* 'J^^f " ' ^ 
iS^antigen (LSTA) uAdcr the strid conditions of the FDA's Good ^^'^"f^^^fi P^^'"^ ^^^^^ 
SmpUance with CMP in produdion of the LSTA should allow ^ " *^,K^^,"SS ^^^^^^ 
with the LSTA by the FDA foltowing their review of an Jn^esU- PjonM Si^ofS^EtipS 
Strain WRSlOSs/whi* was isolated from abone marrow aspirate f^^^^^^^^S^^ 
Leishmaniasis was chosen as the type strain of Urop.«( and 

eharaderi2ed as Utopia, by isoenzyme analysis, and then expanded and cn«>- PJ^f^Xf* 
lS (MSL). One sam^o of fl.e MSL was expanded under condmons °f ^MP m WR^ s fttol 

induction FadliVy to produ« a ProducKon Seed Ut^). f'*^^,'^^^,^,^,^^^ 
exjSedunderCMPtoproduceBulkUtP«)d«clions(BWofwMc^^ j 
dewlopment of LST protocols for both animal as well as Human Use stud.cs. 
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ABSTRACTS 



Gushulak B, Gully P, and Blajchman M. Faculty of Medicine - M.D. Programme, McMaster University, 
Hamilton, ON, Canada; Parasitology, Stjoseph's Hospital and Pathology, McMaster University, Hamilton, 
ON, Canada; Quarantine Health Services, Health Protection Branch, Health Canada, Ottawa, ON, Canada; and 
Canadian Red Cross Society and Haematology L Pathology, McMaster University, Hamilton, ON, Canada. 

Our goal was to design a culturally acceptable study which will provide a valid estimate of the sero-prevalence of 
Trypanosoma cruzi in Latin-Amorican refugees and immigrants to Canada. A literature search was undertaken to: 
a) review the scientific research available on T, cruzi parasitemia in Canada and the United States, b) explore the 
current interaction between the Latin-American community in the study area and the Canadian health care system, 
and c) identify the health programs which are currently in place to service the Latin-American community in the 
study area. Collaboration with health care workers within the Latin-American community was sought. The 
implications of the study for the Latin-American community were identified and suitable methods to undertake 
the study in a culturally-sensitive manner were formulated. We determined a sample size of 450 will be needed to 
be 95% confident of a sero-prevalonce of 5% (plus or minus 2%). These samples will be tested by 
immunoflourescence or EUSA. A demographic data sheet was developed to stratify participants according to risk 
factors for antibodies to T. crwzi. Barriers to satisfactory mtcracHon of the Latin-American community with the 
health care system were identifiod. Recommendations were formulated to ensure the greatest benefit of the study 
to the Latin-American community. These recommendations addressed the following four issues: 1) community 
education 2) information dissemination and informed consent 3) follow-up and management. 4) anonymity and 
confidentiality, printed in Spanish and in Portuguese, as well as English. 3) A dear management plan will be 
offered to identified participants who test positive for T/cruti including referral to a tropical disease clinic and long- 
term follow-up. 4) Participants will be given anonyji^lty unless they choose otherwise. All test results will remain 
confidential. 

299 THE DRUG SENSITIVITY PROFILE OF FREE AM ASTIGOTES: DEVELOPMENT OF A NEW MODEL 

SYSTEM FOR SCREENING DRUGS. Giogl M, Portal AC, and Callahan HL. US.A. Medical Research Unit- 
Brazil, Walter Reed Army Institute of Research. 

Recently, there have been increasing reports in the literature of at least partially successful in vitro culture of "free" ' 
amastigotes. Similarly to a drug screen using promastigotes, a drug screen using free amastigotes should bo ^ 
relatively quick and easy, but should be more representative of the situation in vivo. In addition, it should alleviate'!' 
the problems assodated with testing drugs against amastigotes in macrophages. We have established an amastigoto '" 
drug screen using free amastigotes from an L. mexicana (M379) strain as described previously. A comparison of the 
ICSO drug sensitivity profiles of tho promastigoto and amastigoto stages of M379 against reference antileishmanials 
shows amastigotes and promastigotes respond equally to 3 out of 5 drugs tested. For the other 2 drugs, the ICsos of 
the free amasUgotes are more similar to values found testing amastigotes in macrophages than are the values 
found testing promastigotes. As expected, amastigotes were more sensitive than promastigotes to all anHmony 
compounds tested (nearly 4-fbld to 280-fold depending on the source). A comparison with achievable serum le 
in vivo (where known) will also t>e presented. 
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300 GOOD MANUFACTURING PRACTICES (GMP) PRODUCTION OF LEISHMANIA SKIN TEST ANTIGEN 
(l^A): 2. PRODUCTION OF A MlCROaUIDlZED LYSATE (MFU LSTA. Stiteler JM*, Ballou WR, Eckels^-' 
KH, Welldc BT, Topper MJ, Rowlon ED, and Magill AJ. Division of Communicable Diseases 
Immunology, Walter Reed Army Inslituteof Resean:h, Washington, DC. 

Visceroliopic Leishmaniasis (VTL) resulting from infection by Uishmania tropica was described as a new clinical:''^ 
presentation of Leishmaniasis following isolation and characterization of the parasite from U.S. troops returning' 
from OperaHon Desert Storm (ODS). The prevalence of VTL in ODS veterans is unknown. The USA/DoD decided 
to pursue the development of a LSTA for use as such a diagnostic screening method to determine exposure of 
personnel to L. tropica. A soluble, lyophilized, Microfluidi^ed lysato (MFU LSTA was developed and produced in*^ 
accordance with FDA's guidelines for current CMP within WRAlR's Pilot Bioproduction Fadliiy. Strain WR#106 
^ marrow aspirate biopsy of a case of VTL was chosen as the type strain and source o .. 
wcT ^#1063 was cloned, characterized, and then expanded and cryopreserved (MSL). One sample o0- 
the MSL was then expanded (PSL). Individual cryostocks of the PSL of WK#1063 promastigotes were grown, 
harvested, washed, and stored (BLP). Various BLP processing experiments and animal testing of these LSTA 
preparations led to the current MFL-LSTA protocol In brief, the BLP was thawed, microfluidized, centrifugcd, the 
wEfT^"^ filtered, the filtrate adjusted to dose, lyophilized as MFL-LSTA. Following required testing of th 
MFL-LSTA, anIND A was prepared for review by FDA. FDA's approval of human use will lead to Phase I/Phase fl 
trials of the LSTA, 



